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• The  vrinciple am~ge:ui.¢.deIerininan~s :of z01uble . . . .  " - . .• 
,collage n are ]oca led  in ;lhe ,~nmo-  and carboxy  " " 
~ermina] ~egions o i  ° th•e ,a~ehzins {1 ,2] .  The ~equen:ces 2. Matexials ~md methods  
are -a l so  imvo l ,eed  ~ I..he fo lmadon o f  ha l ra -  and .  . " " • " • " . : • - - " 
~r~t .e rm0]eeu lar  ,e~o~l ink~ I2 ,3 ] .  C leavage t? f  the  2A.  A~Mge~s r ' " " " " 
polypepride. ,cham o f ;scauble col lagen a't meth~onine " Tai l  -tendons mad skin sect ions  were ,exc~sed fzo,xn 
• csidues by. Ihe act ion o f  CNB,rle~blts.~n ~he I.eleasr 6 -m0nth  ~]]]l:~e/airs .~'d l horongh ly  washed ~n . 
of~hese terminal sequer,azes intac,t ~4]. Mo~eove.k, physiologicM saline, buf fered  ~t pH 7 .0  ~rcl~Xa 0..02 
e~ddence has been-presen,ted fur ,the release f rom Tris--HC1. Ac id  solffble col lagen ~v~ obta ined  f rom 
i n tac t  .coZlageia f ib :es  o£  co.naoo~i,.,e F.eptides i n  '-;,-2rich ~he ~endons  a~d Sk in  by  ex f rac f i ,o r i  w~h 0 .5  ~M ace* i t  
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the he/d,, d regaon o f  the. c~-cham~ 0,6] ,  NaCL ~ .kin w;as a.ls~ ex/2a,ct;edwJth a neu,~rat-solu~:on .. 
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dc-naluratioe at50'C. C~. t~ec i f t¢  antibody was 
t~epat~L by  ~Pm~ +--J+ ~m+t~++. : .~hy of  anti~ra on 
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telopeptide s que noes of .the .¢+.chains since, tissue 
dffi'¢rencesare most often manifest in the telopepti~e 
teli~a [$+12] 
The antisera were shown to be specific for collagen 
by d+mon~traling the action of collagenase, which 
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high specificit2.,_ o f  adSOlp~ion the  re  cowr ies  of an i~gen 
by /he  usua l  ,de,sorb~ng r ,eag~m w,e~e ve~'y low,  
p robab ly  due  io  ]~_  a~d.:~Iy o f  ~he anl isea'a.  ]n lh ;s  
s ludy  immun~Solben ls  ~e p~epa~ed omJy f lo rn  
se~a ia~e.d  aga ins I  ta i l - tendon co_f lag,n, edhosen " 
because  o f the  in :d i~f ion ,0 f  ~est r i c ted  spec i f i c i ty  
in .ent~oned .~n Sect ion  3. ' ] .  
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-,of thoxo~agh]y_ washed ~niae,t ,at tail. ~.end0ns a:educ,.;d. . .~'-'-. asS0ciated w i Ih  ,~he c r0ss~ks}xev io~as ly  ahown " 
with- po~mssiurn borot r i t ide  v~erel eq~ailibxated in-this ~t0 . . . . . .  --: . . . . . .  .exaz~ between-~he ~.e~ope~.~d~. regaons and. abe 
buffered, n,e.ul,a] sal ine a~afi app l iedto  L~munos6Jt ;en~ . ,.hel~.~] ieN.i.ons o f  =he m~lemiie 1"2 ,3] ,  A.  h igher  . :  
i c01gmns equi l ibrated in m:eUtxal ~a]in e. The  cohmans  - . Nepor t i0n  o f  ~the.lriti,~am .~cti~51y was shown ~o be  
(.cooled to  4."C):were ;+,washed free of non-absorbed-  ' assoc iated with.~he tet . ra - funedonM e ioss~ -. . • 
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i~ties o f  pep~id.:ez absorbed and .~e.cever,ed axe ~e~ 10~ perioda't,e fo ] !owed by  boxohydr ide  reduct ion  " .~ . " 
in Iable 2. Co lmnn capa,eit,~eswexe high eno~agh.to -:mdicaied :~ha~ Jt was ¢omptet.*ly-eieaVe:d. Th~ inlaet- 
be o f  px:epara~ive alue and the recover ies  o f absorbed " pept ide e~hroana~ographed on. Sephadex.G1013 a~the " 
pep~ides were qUaniitati-~-e both  by  ~dI ium count ing  ~.~oSd ~olume.  but  afiex_ per iodate  trea~H~..ent~he - •. 
(81%.123%)  mad .by qua~t i !~l i~e amino  acid. analysix ~flti~um ,~etivi~y ~.aS-r.e~eo-~ered in  ~hree b~eader ~~k~ 
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As a check  on absorpt ion  ~pecifici~y a co lumn waa 
prepared . f rom gamma-Nabul ir~ wi;~xhout an l ibody  
spee i fSe i ty  for co l lagen .  Passage  of ~r i t iaana- labe l te f l  
co]~ag~ l~e~ae~,  the  same pep~id.~ eh~m~m- 
graphed on  coRag:en-specifi~ imm,~unos.o~bents, 
~t~xo~a:gh ~ e non-spec i f ic  o lumn showeda very  
small reduct ion  in ~ounts (7%).  and  N~t ion  wilh 1 M 
ammonia  pxofi~ced no dete.c~able zad ioacdv i ty  peak.  
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The pepf ides  obta ined  by  aff~aity chrorna~o2Japhy 
,on aaa~body i..rnrnv~n:osorbents..~-d ~herefo~e r garded 
:as "andgerd,c ~ pepddes ,  ha~,~ not yet  a~ been f ina!]y 
5den,~i~ed.  How.vex .  se-~eza! " ,~te ,~est ing  parameters  
~have been characte~z,  ed. The  speci f ic  radioaeti.~.~ity is 
muchh igher  :(abo~t 8 t imez) daan the n0n-amige.nic 
pept ides,  indi,ca:ting that  the ant igenic  pepf ide conta ins 
, ~no]ec~alarweSgh.~s (f ig. 2) .  :C~nfkrna~ion ~hat ~he 
per ioda~e kad  eomple la !y  ~:leaved all  the  tr i~iun> 
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a grea~ez  propordon  o f  th .e  ~edu,~ib]e  componen~ts  
~han cio.~he n,on-an~gen.% pept ides.  
As .expected.~rom ercss l inked pep~des  ~ie arnSno 
acSd e~m, i~os i t~n d id  not  c .o~zespond d i recdy  ~ any  
zhag le  CNB~ pep~Jde ,  bu± i s  typ iem]]y  eo] l s~en-hke  . . 
with  high gly:chae 0nten~ and ~harac~erisdc leeet~ ~f  
hydroxy lys ine  and hyd~oxyproiine. Howe~er .  *h.e 
~yxosine ~c:on~ent is increase.d indi,ca~ing ~enNchrner~t 
in - the  propor t ion  o f  te lopept ide  derivatives. 
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